To prevent the uncontrolled development of a pathogenic biofilm around a dental implant, an antimicrobial drug-release electrospun membrane, set up between the implant and the gingival tissue, was developed by taking several technical, industrial and regulatory specifications into account. The membrane formulation is made of a blend of poly(l-lactic-co-gycolic acid) (PLGA, 85:15) and poly(l-lactic acide-co--caprolactone) (PLC, 70:30) copolymers with chlorhexidine diacetate (CHX) complexed with β-cyclodextrin (CD). The amount of residual solvent, the mechanical properties and the drug release kinetics were tuned by the copolymers' ratio, between 30% and 100% of PLC, and a CHX loading up to 20% w/w. The membranes were sterilized by γ-irradiation without significant property changes. The fiber s diameter was between 600 nm and 3 µm, depending on the membrane composition and the electrospinning parameters. CHX was released in vitro over 10 days and the bacterial inhibitory concentration, 80 µg·mL −1 , was reached within eight days. The optimal membrane, PGLA/PLC/CHX-CD (60%/40%/4%), exhibited a breaking strain of 50%, allowing its safe handling. This membrane and a membrane without CHX-CD were implanted subcutaneous in a rat model. The cell penetration remained low. The next step will be to increase the porosity of the membrane to improve the dynamic cell penetration and tissue remodeling.
Introduction
Implant dentistry is one of the best-performing surgical treatments, with excellent long-term clinical success data. Very good success rates-as high as 97%-after 10 years are regularly reported in significant cohorts [1] . These results demonstrate the very good risk/benefit balance of a treatment, which is very efficient in restoring patients quality of life. However, although most long-term studies are performed by high-skilled teams with properly taught patients, peri-implant infection remains a major cause of complications [2, 3] . Peri-implant infection, referred to as peri-implantitis, is linked to the uncontrolled development of a pathogenic biofilm and may result in severe bone loss around the implant as a result of local tissue inflammation.
As the use of implant treatment increases worldwide, with approximately 25 million implants placed annually, and considering that the prevalence of this pathology is high [4] , fighting peri-implantitis and improving its treatment must be considered a key objective to maintaining Histopathology grading score was defined as follows: 0 = None, 1 = Slight, 2 = Moderate, 3 = Marked, 4 = Severe/Complete.
Results and Discussion

Membrane Formulation Design
For this project, electrospinning was done with a polymer-solvent solution, because this will avoid the early degradation of the bioresorbable polymers and the antiseptic agent due to processing with heat [11] . The residual amount of solvent in the membrane has to be very low to avoid cytotoxic effects [12] . Furthermore, solvents, which can be carcinogens and neurotoxins, have to be avoided for the safety of the manufacturing operators, the dental surgeon and the patient.
The sterilization has to be investigated in the first developmental steps; it can significantly change the scaffold properties [13, 14] . This critical process can decrease the mechanical properties, which are required to ensure the handling and the setup of the membrane. Furthermore, sterilization can induce chemical modifications, leading to significant changes in the polymer biodegradation rate and drug activity. In this work, gamma irradiation and ethylene oxide sterilization, two processes classified with a high inactivation level on microorganisms [13] and widely used to sterilize medical devices, are investigated.
Chlorhexidine is an antiseptic agent used in dental treatments such as endodontic therapy [15] . This agent is effective against both gram-positive and gram-negative microbes. It is supposed that its guanidium groups can bind to the negatively charged bacteria cell walls, leading to bacteriostatic and bactericidal activity. It was reported that a high local drug concentration is required to eliminate bacteria initially, which has to be followed by a sustained long-term drug release to prevent secondary infections. Without this drug release profile, more drug-resistant biofilms could be formed [16] . Hence, our membrane should release the antiseptic agent over several days to prevent infection around the implant [17] .
The membrane will be sutured around the implant. Hence, the mechanical properties should be adequate to avoid membrane tearing: low breaking stress and strain values could be an issue.
The size of the membrane will be 20 mm × 5 mm × 0.2 mm. From a manufacturing point of view, this membrane will be cut in a larger patch (at least 180 mm × 250 mm × 0.2 mm). Hence, the electrospinning of the patch could take several hours. The process has to be stable to avoid local defects formation.
The membrane formulation was designed to meet all these specifications. To reach our aim, different bioresorbable copolymers were electrospun (Table 1) . Regarding polymer choice, we have mainly focused on the following technical and regulatory specifications: (i) absence of residual solvent, (ii) elution of the drug over several days and (iii) mechanical properties appropriate for membrane handling. The electrospun PLGA membranes exhibit solvent residues despite a drying step at 40 • C over a period of several days or under vacuum (Table 1, sample A). As HFIP was used as an electrospinning solvent, the residual amounts found in the membrane should be very low [12] . HFIP was chosen because it is considered a good solvent for electrospinning, especially for long periods [18] . In this project, the membranes will be cut in a large patch (270 mm × 180 mm), requiring several hours of electrospinning. Moreover, the electrospun PLC membranes exhibit no remaining residual solvent after drying (Table 1, 
sample B).
Solvent retention is a critical property, due to the toxicity of the solvent used during electrospinning [19] . It was reported that electrospun PGA fibers retained a higher amount of HFIP than that measured with electrospun PLC fibers [19] . HFIP is progressively removed from PLC fibers until complete evaporation, which is not the case for PGA electrospun fibers, where remaining solvent was still detected after 14 days [19] . Moreover, PCL has no significant interaction with HFIP (2,3), whereas PLLA has an affinity [20] . It was suggested that solvent retention can be linked to polymer glass transition temperature (T g ): polymers with T g above room temperature could retain solvent because solvent diffusion out of the fibers during the electrospinning is limited by the decrease in polymer chain mobility. These studies confirm our findings, as electrospun PLGA fibers retain HFIP despite the evaporation step.
Furthermore, electrospun PLGA membranes are more rigid than PLC membranes. Therefore, it could be challenging to suture them around the implant. To confirm the choice of PLC for the manufacturing of the membrane, we have investigated CHX release (Section 3.4). The drug release profile was characterized by a strong burst of release, near to half of the loading, followed by a very low elution. The elution was stopped after two days. Consequently, to optimize the mechanical properties, the drug release profile and to minimize the residual amount of solvent, we have blended PLGA with PLC. The electrospun membranes based on these formulations were free of residual solvent (Table 1 , samples C, F, G and H).
The chlorhexidine diacetate is poorly soluble in physiological solutions, due to the chloride concentration, leading to its precipitation [15, 21, 22] . Consequently, the minimum effective concentrations for antimicrobial activity cannot be reached. Hence, to ensure its release from the electrospun membrane, CHX was complexed with CD, a cyclic oligosaccharide made of glucopyranoside units exhibiting a cup-like structure. It was reported that the hydroxyl groups on the outer surface of CD make it hydrophilic, whereas the inner cavity is hydrophobic, allowing the trapping of guest molecules and formation of host-guest inclusion complexes. Hence, CHX forms a host-guest inclusion complex with CD [23] . Furthermore, it was reported that this complex exhibits an inhibitory effect on dental bacteria [24, 25] and can be released from a PLGA matrix [21] . Moreover, CD can be electrospun with aliphatic polyester [26, 27] .
We have confirmed the presence of CHX-CD complex in the membrane by FTIR and DSC analysis ( Figure 1 and Figure S1 in Supplementary Materials). Compared to the spectra of CHX and CD, variations in the intensity and the position of the bands of C=C groups in CHX aromatic rings were detected on CHX-CD spectrum: a decrease in the intensity CHX band at 1550 and 1510 cm −1 and a shift in the CHX band from 1614 to 1604 cm −1 (Figure 1 ). These changes, which have been previously reported [23, 28] , could be induced by the potential breakdown of C=C bonds or the variation in the chemical environment of the rings, induced by a chemical interaction between CHX and CD molecules. Moreover, the presence of CHX in the fibers was confirmed on the DSC curves by the two endothermic peaks of around 50 and 155 • C ( Figure S1 in Supplementary Materials). Those peaks were present in the DSC curves of the samples containing CHX and CD, and a new endothermic signal was detected around 70 • C which could be attributed to the presence of CD. This result is consistent with a previous study on the same CD-CHX complex [25] . According to this last study, the only difference that could be found between the samples containing a complex CHX-CD and those without, was a new endothermic peak that appeared at 239 • C. The slight decrease in the curve just before 200 • C is in line with the phenomenon of complexation ( Figure S1 in Supplementary Materials). We have confirmed the presence of CHX-CD complex in the membrane by FTIR and DSC analysis ( Figure 1 and Figure S1 in Supplementary Materials). Compared to the spectra of CHX and CD, variations in the intensity and the position of the bands of C=C groups in CHX aromatic rings were detected on CHX-CD spectrum: a decrease in the intensity CHX band at 1550 and 1510 cm −1 and a shift in the CHX band from 1614 to 1604 cm −1 (Figure 1 ). These changes, which have been previously reported [23, 28] , could be induced by the potential breakdown of C=C bonds or the variation in the chemical environment of the rings, induced by a chemical interaction between CHX and CD molecules. Moreover, the presence of CHX in the fibers was confirmed on the DSC curves by To confirm the design of the membrane formulation, we have investigated the effect of CD on CHX release in vitro ( Figure 2 ). Without CD, no release of CHX was detected. We have investigated two strategies to prepare the electrospinning solution: (i) the lyophilized CHX-CD complex powder, added to the polymers in HFIP or (ii) CHX and CD, added to the polymers in HFIP. With both strategies, CHX was released from the membrane with the same profile. The complexation of CHX can occur in HFIP, despite the presence of polymers. The increase in the polymers′ concentration had no significant effect on the drug release profile. However, the fiber diameter significantly increased and residual solvent was detected ( Table 1 , sample M).
The design of the membrane formulation was validated. Then, different electrospun membranes were characterized.
Membrane Characterizations
We have investigated the fibers′ morphologies according to their composition. Without CHX, fiber diameter was around 1.5 µm ( Figure 3 , Table 1 ref C). It can be increased by up to 3 µm by changing the capillary diameter from 0.4 to 0.6 mm ( Table 1 , sample E). The fibers were free of beads.
When CHX and CD were added, the fiber diameter decreased significantly by around 0.7 µm, with a broad distribution. Small fibers (200 ≤ Ø ≤ 400 nm) were created. The decrease in fiber diameter could be attributed to the change in the solution′s conductivity due to the presence of CHX, as already observed with another protein and polymer system [29] . Moreover, the electrospinning of a formulation with only CD did not significantly change the fiber's diameter (Table 1 , sample D).
The use of lyophilized CHX-CD complex powder in the preparation of the electrospinning solution had no significant change on the fiber′s morphology, compared to those achieved with the electrospinning solution made by adding PLGA, PLC, CHX and CD ( Figure 3C ,D, Table 1 , sample H,L).
The increase in the CHX content did not significantly change the fiber's morphology. The mean diameter increased slightly with CHX content. Fibers with a diameter below 400 nm are still imaged ( Figure 3E ). The minor increase in fiber diameter with the drug content could be due to the increase in the solution viscosity induced by the increase in CHX and CD [3] .
Furthermore, when the content of CHX was increased above 8% (Table 1 , sample J,K), the presence of the Fluor element, attributed to HFIP, was detected. When only CD was added to the formulation, no significant change in the fiber morphology was detected, but residual solvent was measured in the membrane (Table 1 , sample D). When the ratio CHX:CD was increased from 1:1 to We then investigated the impact of CD in excess. The membrane exhibits a strong burst release of CHX. However, solvent residues were detected ( Table 1 , Sample N).
The increase in the polymers concentration had no significant effect on the drug release profile. However, the fiber diameter significantly increased and residual solvent was detected ( Table 1 , sample M).
We have investigated the fibers morphologies according to their composition. Without CHX, fiber diameter was around 1.5 µm ( Figure 3 , Table 1 ref C). It can be increased by up to 3 µm by changing the capillary diameter from 0.4 to 0.6 mm ( Table 1 , sample E). The fibers were free of beads.
When CHX and CD were added, the fiber diameter decreased significantly by around 0.7 µm, with a broad distribution. Small fibers (200 ≤ Ø ≤ 400 nm) were created. The decrease in fiber diameter could be attributed to the change in the solution s conductivity due to the presence of CHX, as already observed with another protein and polymer system [29] . Moreover, the electrospinning of a formulation with only CD did not significantly change the fiber's diameter (Table 1 , sample D).
The use of lyophilized CHX-CD complex powder in the preparation of the electrospinning solution had no significant change on the fiber s morphology, compared to those achieved with the electrospinning solution made by adding PLGA, PLC, CHX and CD ( Figure 3C ,D, Table 1 , sample H,L).
Furthermore, when the content of CHX was increased above 8% (Table 1 , sample J,K), the presence of the Fluor element, attributed to HFIP, was detected. When only CD was added to the formulation, no significant change in the fiber morphology was detected, but residual solvent was measured in the membrane (Table 1 , sample D). When the ratio CHX:CD was increased from 1:1 to 1:4, the fiber diameter distribution was not significantly changed, but residual solvent was detected in the membrane (Table 1 , sample N). We could assume that CD may interact with HFIP.
Polymers 2019, 11, x FOR PEER REVIEW 9 of 19 1:4, the fiber diameter distribution was not significantly changed, but residual solvent was detected in the membrane (Table 1 , sample N). We could assume that CD may interact with HFIP. When the polymer concentration was increased up to 160 mg·mL −1 , the mean fiber diameter increased up to 2 µm (Table 1 , sample M). The fiber diameter distribution was reduced, and no bimodal distribution was detected. However, residual solvent was detected in the membrane.
XPS analyses were done on two areas on the surface of the samples (Tables 2 and 3 ). Within the sensitivity of the technique (0.1 to 0.5 at %), no other elements were detected in the spectra. The atomic concentrations, obtained from high-resolution spectra, have confirmed the absence of Fluor on the surface of the membranes ( Table 2 ). When the polymer concentration was increased up to 160 mg·mL −1 , the mean fiber diameter increased up to 2 µm (Table 1 , sample M). The fiber diameter distribution was reduced, and no bimodal distribution was detected. However, residual solvent was detected in the membrane.
XPS analyses were done on two areas on the surface of the samples (Tables 2 and 3 ). Within the sensitivity of the technique (0.1 to 0.5 at %), no other elements were detected in the spectra. The atomic concentrations, obtained from high-resolution spectra, have confirmed the absence of Fluor on the surface of the membranes (Table 2 ). Table 3) . These analyses show an increase in the nitrogen content (in organic form) and in chlorine (mainly in organic form), which are attributed to CHX (increase in N/Cl ratio). The strong presence of C-O and C-N bonds at the surface of PLGA/PLC/CD and PLGA/PLC/CHX-CD has confirmed the detection of CD. Hence, the CHX-CD element was detected on the fiber surface.
Selection of the Sterilization Method
The DSC curves obtained in this study (Figure 4 ) are in good agreement with the ones obtained with PLC copolymer powders [30] and pellets made of PLGA 85:15 [31] . The first heating of the as-spun membrane revealed the first endothermic phenomenon, corresponding to the glass transition, with an onset at 44 • C for samples without sterilization and after G-irradiation. For the membrane sterilized with EtO, onset was at 40 • C and the endothermic phenomenon was divided into two peaks. This difference was not visible after the second heating step with an onset of about 32 • C for the three samples. Moreover, the peak, centered at 50 • C, observed during the first heating, has disappeared. This is attributed to the polymer chain relaxation. This phenomenon was previously reported and explained by comparing the DSC curves of pellets and the electrospun filaments of PCL [32] . At higher temperatures, the fibers tended to crystallize from 100 °C (exothermic phenomenon) before melting at around 142 °C (onset). The thermal flow, which is required to melt the membranes without any sterilization, reached 6.22 J·g −1 , whereas the samples sterilized with gamma irradiation and with EtO reached 2.96 and 1.47 J·g −1 , respectively. These last values were calculated from the areas of the corresponding peaks, obtained during the second heating step. From these results, we can conclude that the sterilization step induced a non-negligible effect on the polymer chains. Although both techniques had an effect, the impact of the EtO treatment was more significant than the gamma irradiation, taking into account the enthalpies mentioned above. Furthermore, it was reported that, even after irradiation with a dose of 15 kGy, electrospun PCL fibers exhibit a higher hydrophilicity than ones before irradiation, due to the partial cleavage of ester groups to form hydroxyl (-OH) and carboxyl (-COOH) functional groups [33] . On the same kind of polymer, a partial crosslinking can also occur but seems to be limited even after irradiation at a higher dose (25 kGy) [34] . The same dose used on PLGA fibers induces a decrease of about 50% of molecular weight [35] and the impact is even worse with higher doses [36] . PLC contains about 30% of PCL and 70% of PLLA. Moreover, ethylene oxide sterilization could induce a risk of toxicity due to residual ethylene oxide confined in the polymer [14] .
Furthermore, the chemical structure of the CHX was not modified after ɣ-irradiation sterilization ( Figure S2 in Supplementary Materials). No significant change was seen in the drug release profile after sterilization ( Figure 5 ). The effects of the sterilization observed in this work are in good agreement with the literature [13, 14] . Hence, selecting gamma irradiation (10-15 kGy) as the sterilization method for the rest of the study was a good compromise. At higher temperatures, the fibers tended to crystallize from 100 • C (exothermic phenomenon) before melting at around 142 • C (onset). The thermal flow, which is required to melt the membranes without any sterilization, reached 6.22 J·g −1 , whereas the samples sterilized with gamma irradiation and with EtO reached 2.96 and 1.47 J·g −1 , respectively. These last values were calculated from the areas of the corresponding peaks, obtained during the second heating step. From these results, we can conclude that the sterilization step induced a non-negligible effect on the polymer chains. Although both techniques had an effect, the impact of the EtO treatment was more significant than the gamma irradiation, taking into account the enthalpies mentioned above. Furthermore, it was reported that, even after irradiation with a dose of 15 kGy, electrospun PCL fibers exhibit a higher hydrophilicity than ones before irradiation, due to the partial cleavage of ester groups to form hydroxyl (-OH) and carboxyl (-COOH) functional groups [33] . On the same kind of polymer, a partial crosslinking can also occur but seems to be limited even after irradiation at a higher dose (25 kGy) [34] . The same dose used on PLGA fibers induces a decrease of about 50% of molecular weight [35] and the impact is even worse with higher doses [36] . PLC contains about 30% of PCL and 70% of PLLA. Moreover, ethylene oxide sterilization could induce a risk of toxicity due to residual ethylene oxide confined in the polymer [14] .
Furthermore, the chemical structure of the CHX was not modified after G-irradiation sterilization ( Figure S2 in Supplementary Materials). No significant change was seen in the drug release profile after sterilization ( Figure 5 ). The effects of the sterilization observed in this work are in good agreement with the literature [13, 14] . Hence, selecting gamma irradiation (10-15 kGy) as the sterilization method for the rest of the study was a good compromise. 
In Vitro CHX Release
We have investigated CHX release according to the polymers′ ratio and CHX-CD content. We have compared the daily CHX concentration release to the minimum inhibitory concentration.
For the same CHX loading, when the content of PLC increased by more than 50% (w/w), the amount of drug released increased ( Figure 6 ). However, the drug release profile was characterized by a strong burst release, and elution was stopped after two days. Below this value, the CHX was released over several days ( Figure 6 ).
The amount of initial drug release was related to the CHX content ( Figure 7 ). The burst release increased with CHX loading. This effect of the drug content on the burst release was previously reported in a different electrospun membrane [37] . Moreover, for a loading above 2%, the drug was released over 8-10 days. With a CHX loading at or below 2%, the amount of drug released remained very low (Figure 7 ). Cumulative CHX release according to the CHX loading with the formulation PLGA/PLC/CHX-CD (60:40) before and after sterilization by γ-irradiation, measured by UV spectrometry.
We have investigated CHX release according to the polymers ratio and CHX-CD content. We have compared the daily CHX concentration release to the minimum inhibitory concentration.
For the same CHX loading, when the content of PLC increased by more than 50% (w/w), the amount of drug released increased ( Figure 6 ). However, the drug release profile was characterized by a strong burst release, and elution was stopped after two days. Below this value, the CHX was released over several days ( Figure 6 ). 
The amount of initial drug release was related to the CHX content (Figure 7 ). The burst release increased with CHX loading. This effect of the drug content on the burst release was previously reported in a different electrospun membrane [37] . Moreover, for a loading above 2%, the drug was released over 8-10 days. With a CHX loading at or below 2%, the amount of drug released remained very low (Figure 7 ). The amount of initial drug release was related to the CHX content (Figure 7 ). The burst release increased with CHX loading. This effect of the drug content on the burst release was previously reported in a different electrospun membrane [37] . Moreover, for a loading above 2%, the drug was released over 8-10 days. With a CHX loading at or below 2%, the amount of drug released remained very low (Figure 7) . With all formulations, the remaining amount of CHX was not released. This result was previously observed with electrospun CHX-PLLA fibers [16] or PLGA matrix [21] . It was beyond the scope of this work to investigate the mechanism which controls drug release. We compared our results with the literature to explain our drug release kinetic. As reported in [33] , we guess that the polymer-drug interaction might be responsible for the steady state of CHX release observed after several days of elution [38] . When the drug content increases, the amount of the drug not linked to the polymer could increase, and would thus be released during the first days. Hence, it could be assumed that a portion of the drug, which can increase with the drug content, is desorbed and diffused out through the physiological solution-filled pores. The remaining portion of the CHX is probably trapped in the fiber crystalline areas, which the physiological solution cannot access until polymer degradation [39] . The drug release kinetic achieved with these membranes could be divided into three stages: (i) the immediate drug dissolution on the fiber surface, (ii) the drug desorption and diffusion through the pores and (iii) the release with the polymer degradation. With our formulation, it is expected that degradation will only start after several months. With all formulations, the remaining amount of CHX was not released. This result was previously observed with electrospun CHX-PLLA fibers [16] or PLGA matrix [21] . It was beyond the scope of this work to investigate the mechanism which controls drug release. We compared our results with the literature to explain our drug release kinetic. As reported in [33] , we guess that the polymer-drug interaction might be responsible for the steady state of CHX release observed after several days of elution [38] . When the drug content increases, the amount of the drug not linked to the polymer could increase, and would thus be released during the first days. Hence, it could be assumed that a portion of the drug, which can increase with the drug content, is desorbed and diffused out through the physiological solution-filled pores. The remaining portion of the CHX is probably trapped in the fiber crystalline areas, which the physiological solution cannot access until polymer degradation [39] . The drug release kinetic achieved with these membranes could be divided into three stages: (i) the immediate drug dissolution on the fiber surface, (ii) the drug desorption and diffusion through the pores and (iii) the release with the polymer degradation. With our formulation, it is expected that degradation will only start after several months.
It was reported that the minimum inhibitory concentration of chlorhexidine for different anaerobic oral bacteria was between 3 and 80 µg·mL −1 [25, 40] . We have compared these values with the daily CHX concentration released by one membrane (Figure 8 ). Hence, to ensure the release of the inhibitory concentration over several days, the membrane should be loaded at a minimum of 4%. By changing the polymer ratio, the daily CHX concentration in the first few days can be significantly increased. This result could be interesting in the case of a serious infection. Hence, the membrane formulation, loaded at a minimum of 4%, could induce an antibacterial effect over the course of several days and the dose released during the first day can be tuned according to the polymer ratio. The antibacterial effect could be limited after 10 days. Moreover, this in vitro study confirms the release of CHX. However, it should be noted that the peri-implant space is a complex environment characterized by a low volume, with body fluids and healthy or inflamed tissues which can modify the pharmacokinetic. An in vivo study could provide more information on the drug release profile.
diffused out through the physiological solution-filled pores. The remaining portion of the CHX is probably trapped in the fiber crystalline areas, which the physiological solution cannot access until polymer degradation [39] . The drug release kinetic achieved with these membranes could be divided into three stages: (i) the immediate drug dissolution on the fiber surface, (ii) the drug desorption and diffusion through the pores and (iii) the release with the polymer degradation. With our formulation, it is expected that degradation will only start after several months. 
Mechanical Properties
The handling of the membrane, depending on its formulation, was investigated with an in vitro tensile test. PLC material is characterized by a breaking strain above 300% [41, 42] . The addition of CHX in the membrane has reduced the mechanical properties (Figures 9 and 10) . When the content of PLC decreased, the rigidity of the membrane increased, and the breaking stress decreased. With a PLGA:PLC ratio of 60:40, the breaking strain and stress remained above 50% and 4 MPa, respectively, which should be sufficient to ensure the suture of the membrane around the implant.
The handling of the membrane, depending on its formulation, was investigated with an in vitro tensile test. PLC material is characterized by a breaking strain above 300% [41, 42] . The addition of CHX in the membrane has reduced the mechanical properties (Figures 9 and 10 ). When the content of PLC decreased, the rigidity of the membrane increased, and the breaking stress decreased. With a PLGA:PLC ratio of 60:40, the breaking strain and stress remained above 50% and 4 MPa, respectively, which should be sufficient to ensure the suture of the membrane around the implant.
When the loading of CHX increased from 2% to 8%, the breaking strain of sterilized membranes decreased from 112% to 14% ( Figure 10 ). However, the decrease in the stress at break with the increase in CHX content was moderate ( Figure S3 in Supplementary Materials). Hence, with a loading of 8%, the mechanical properties of the membrane could be considered at risk for the suture around the implant. After the γ-irradiation, the strain at break was slightly reduced, but remained acceptable for the membrane handling.
The mechanical results found in this work were in good agreement with the literature [43] . The blend of two polymers provides hybrid mechanical properties. PLGA is known for its stiffness and PCL exhibits a higher strain at break than PLGA due to the ɛ-caprolactone content. Furthermore, it was reported that the increase of CHX content decreases the mechanical properties of PLLA electrospun fibers [16] . 
In Vivo Study
Based on the in vitro data, we have investigated the local tissue effects induced by one formulation: PLGA/PLC/CHX-CD: 60:40/4%. We chose this CHX content to minimize cell toxicity. Furthermore, it could induce an inhibitory effect on oral bacteria (Figure 8 ) [16] . The mechanical properties seem appropriate for the membrane handling. As a control, a formulation without CHX was used.
No remarkable events occurred during the in vivo phase. For both types of membrane, after 20 days of sub-cutaneous implantation, no significant dimensional changes were measured, and there were similarly slight signs of cell-mediated degradation. When the loading of CHX increased from 2% to 8%, the breaking strain of sterilized membranes decreased from 112% to 14% ( Figure 10 ). However, the decrease in the stress at break with the increase in CHX content was moderate ( Figure S3 in Supplementary Materials). Hence, with a loading of 8%, the mechanical properties of the membrane could be considered at risk for the suture around the implant. After the γ-irradiation, the strain at break was slightly reduced, but remained acceptable for the membrane handling.
The mechanical results found in this work were in good agreement with the literature [43] . The blend of two polymers provides hybrid mechanical properties. PLGA is known for its stiffness and PCL exhibits a higher strain at break than PLGA due to the -caprolactone content. Furthermore, it was reported that the increase of CHX content decreases the mechanical properties of PLLA electrospun fibers [16] .
No remarkable events occurred during the in vivo phase. For both types of membrane, after 20 days of sub-cutaneous implantation, no significant dimensional changes were measured, and there were similarly slight signs of cell-mediated degradation.
With the PLGA/PLC control membrane ( Figure 11 and Figure S4 in Supplementary Materials), the inflammatory reaction was characterized by a moderate grade of macrophages and giant cells admixed with a slight number of lymphocytes. No significant signs of necrosis were detected. A moderate grade of cell ingrowth, including a moderate infiltration of fibroblasts secreting a slight amount of collagen fibers, was observed. The membrane was perfused by a few neovessels. Slight to moderate signs of fibrous encapsulation, despite the cell ingrowth, resulted in a slight tissue integration of the control membrane.
Furthermore, it could induce an inhibitory effect on oral bacteria (Figure 8 ) [16] . The mechanical properties seem appropriate for the membrane handling. As a control, a formulation without CHX was used.
No remarkable events occurred during the in vivo phase. For both types of membrane, after 20 days of sub-cutaneous implantation, no significant dimensional changes were measured, and there were similarly slight signs of cell-mediated degradation. With PLGA/PLC membrane loaded with 4% CHX-CD, the inflammatory reaction was slightly higher compared to the one induced by the control membrane. It was characterized by a moderate to marked grade of macrophages, a slight to moderate grade of giant cells admixed with a slight number of polymorphonuclear cells and lymphocytes. A slight to moderate cell necrosis (including coagulative necrosis) and cell degeneration were detected. The cell ingrowth was slight and no fibrocytes or collagen deposit were detected within the membrane. Moderate signs of fibrous encapsulation, despite the cell ingrowth, resulted in a slight tissue integration of the membrane.
We attributed the low cell colonization of the membrane loaded with CHX to its low porosity (higher density of fibers constituted of micro or nanofibers) compared to the control, which was only constituted of microfibers. The cell necrosis observed at the loaded membrane contact was partly related to the absence of blood supply (no neovessels formed within the loaded membrane). On the other hand, a slight toxic effect of the loaded membrane (occurrence of coagulative necrosis) should not be ruled out. Therefore, both the low porosity and the CHX dose might explain the low cell penetration into the loaded membrane when compared to the unloaded membrane.
To improve these preliminary in vivo results, we could try to decrease the fiber density in the membrane loaded with CHX-CD. It was reported that scaffolds with micro or nanofibers with a lower fiber density lead to better cell proliferation and infiltration [44, 45] . Several strategies have been reported to achieve loose fibrous structures and large pores to enhance cell filtration [45] . For this project, we will investigate strategies without the removal of sacrificial fibers, because the membrane cannot be wet prior to the sterilization in order to avoid early CHX release and fiber degradation.
Conclusions
The electrospun dental membrane introduced in this paper was designed and developed to achieve multiple therapeutic purposes. The design of the membrane formulation meets the technical, industrial and regulatory specifications. Several membrane formulations based on bioresorbable copolymers were investigated. The blend of two copolymers allows for the tuning of the mechanical properties and the drug release profile. The antiseptic agent was complexed to ensure its release in physiological solutions. Formulation-related parameters, such as the copolymers ratio, CHX/CD ratio and CHX-CD content, exhibit a direct impact on the properties of the membrane, such as the fiber diameter, residual solvent content, drug release profile and mechanical properties.
A moderate drug loading of around 4% seems appropriate for the mechanical properties required for the membrane handling and the drug release profile. The membrane can be sterilized by industrial γ-irradiation and its manufacturing scale-up could be achieved. The in vivo results showed that cell penetration was low. Given the moderate number of cells involved in the interfacial necrotic process, it is believed that increasing the porosity of the loaded membrane will improve the dynamics of cell penetration, neovascularization, cell renewal and tissue remodeling. It is then hypothesized that the level of necrosis will decrease, lowering the local biological risk and increasing the antibacterial benefits of this membrane. Our next step will be to optimize the fiber diameter and the porosity of the membrane by tuning the electrospinning parameters. Furthermore, we will check the biodegradation rate of the membrane and the inhibition of biofilm formation through time according to the drug release profile.
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